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This invention relates to methods of identifying potential therapeutic agents for the CO 
prevention, treatment, or amelioration of schizophrenia (SZ), to methods of diagnosis of ^ 
schizophrenia, to methods of identifying patients most likely to respond to a particular 
therapeutic treatment, to methods for selecting participants in clinical trials, and to methods 
of prevention, treatment, or amelioration of schizophrenia. 

SZ is a severe psychiatric disorder characterized by hallucinations, delusions, ff| 
disorganized thought, and various cognitive impairments. Polygenic models of inheritance O 
and linkage analysis studies have postulated that several genes confer susceptibility to SZ. *Q 
Hakak et al (PNAS, 2001, 98 (8) 4746-4751) have reported that the expression levels of . 
genes involved in neuronal myelination, development, synaptic plasticity, neurotransmission, 
and signal transduction were altered in the dorsolateral prefrontal cortex of SZ brain tissue. 
Mimmack et al (PNAS, 2002, 99 (7) 4680-4685) have found significant up-regulation of 
several members of the apolipoprotein L family in the prefrontal cortex of schizophrenia 
brains. Middleton et al (Journal of Neuroscience, 2002, 22 (7) 2718-2729) have identified 
alterations of specific metabolic pathways in schizophrenia. However, the molecular basis of 
schizophrenia is only beginning to be understood. This has hampered development of 
effective treatments for schizophrenia, and reliable diagnosis of the disorder. 

We have identified abnormalities in the expression levels of several genes in the 
prefrontal cortex of patients with schizophrenia compared with control samples. In particular, 
the expression level of the following genes was observed to be decreased in the prefrontal 
cortex of schizophrenia patients: 

PARG; OLR1; ARPC3; DNCLI1; PPM1A; ATPIF1; TIMM17A; DNAJA1; SST; 
NEUROD6; ICAP-1A; FLJ23251; KCNK1; FLJ13611; HERIP5; TAC1; MAGEH1; 
C13orfl2; EBNA1BP2; DIRAS2; MPPE1; 
Ornithine related genes: OAT; OAZIN; OAZ2; 
Arginine related genes: ARG2; 

ATP synthase (mitochondrial) genes: ATP6V1B2; ATP6IP2; ATP6V1C1; 

ATP synthase (vacuolar) genes: ATP5J; ATP5G3; ATP5L; ATP5C1; ATP5F1; ATP5A1; 

Complex 1 genes: NDUFA5; NDUFA6; NDUFAB1; NDUFB3; NDUFB6; NDUFB5; 

NDUFB1; NDUFS4; NDUFA4; NDUFC2; NDUFB4; 

Complex 3 genes: UQCRH; UQCRFS1; UQCRC2; UQCRB; UQCRC2; 

Complex 4 genes: COX7A2; COX7B; COX5A; COX17; COXU; COX7CP1; COX7BP1; 
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Holocytochrome c Synthetase genes: HCCS; 
Adenine translocators genes: SLC25 A4; 

Voltage dependent anion channels (in mitochondrial outer-membrane) genes: VDAC2; 
VDAC1P; VDAC3; 

Lactate metabolism genes: LDHB; LDHA; 
Isocitrate dehydrogenase genes: IDH3B; IDH3A; 
HMG related genes: HMGCR; 
Glutamate metabolism genes: GLRX2. 

The expression level of the following genes was observed to be increased in the 
prefrontal cortex of schizophrenia patients: 

FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; 
TXNL2; SOD3; BCAT2; 

purine metabolism (matrix) genes: ALDH4A1; PYCR1; 

metaUo proteins genes: MT1X; MT1L; MT1G; MT1H; MT2A; MT1E; MT1F; 

Arginine related genes: DDAH2; 

Glycine/Serine metabolism genes: AMT; 

HMG related genes: HMGCL; 

Oxide related genes: EPHX1 . 

Table 1 gives the fold changes in expression of the above genes in the prefrontal 
cortex of schizophrenia brains compared with control samples, and includes Unigene, ReSeq, 
and Genbank details, and descriptions of the genes, including synonyms. 

Many of the changes are mitochondrial changes. These are illustrated schematically 
in Figure 1 . The changes include changes in ROS stress systems (see the Example). 

We have appreciated that these abnormalities can be used to identify potential 
therapeutic agents for the prevention, treatment, or amelioration of schizophrenia, for the 
diagnosis of schizophrenia or susceptibility to schizophrenia, to identify patients most likely 
to respond to a particular therapeutic treatment, and for selecting participants in clinical trials. 

We have also carried out cluster analysis, filtering on oxidative stress and 
mitochondrial genes and found that 90% separation of schizophrenics from controls is 
achieved if expression of the following genes is downregulated: PARG; VDAC2; OLR1; 
ARPC3; UQCRFS1; DNCLI1; PPM1A; ATPIF1; GLRX2; TIMM17A; IDH3B; ARG2; 
DNAJA1; SST; NEUROD6; ICAP-1A; FU23251; KCNK1; SLC25A4; FLJ13611; HIRIP5; 
COX7A2; COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; EBNA1BP2; DDRAS2; MPPE1; 
and expression of the following genes is upregulated: FBS1; WFS1; PRODH; AMT; CLN3; 
ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; HMGCL; TXNL2; SOD3; BCAT2; MT1X. 
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Thus, the reliability of diagnosis of schizophrenia should be dramatically increased by 
determining the expression levels of the majority, preferably all, of these genes. Similarly, 
particularly effective screening methods are expected to be provided where the methods 
screen for compounds that cause appropriate changes in expression levels of the majority, 
preferably all, of these genes. 

According to the invention there is provided a method for identifying a potential 
therapeutic agent for the prevention, treatment, or amelioration of schizophrenia, which 

comprises: contacting a cell with a candidate therapeutic agent, or administering a candidate 

therapeutic agent to an organism; determining whether expression of any of the following 

genes is altered in the cell or organism in response to the candidate therapeutic agent: PARG; 

OLR1; ARPC3; DNCLI1; PPM1A; ATPIF1; TIMM17A; DNAJA1 ; SST; NEUROD6; ICAP- 

1A; FLJ23251; KCNK1; FIJ13611; HHUP5; TAC1; MAGEH1; C13orfl2; EBNA1BP2; 

DIRAS2; MPPE1; OAT; OAZIN; OAZ2; ARG2; ATP6V1B2; ATP6IP2; ATP6V1C1; 

ATP5J; ATP5G3; ATP5L; ATP5C1; ATP5F1; ATP5A1; NDUFA5; NDUFA6; NDUFAB1; 

NDUFB3; NDUFB6; NDUFB5; NDUFB1; NDUFS4; NDUFA4; NDUFC2; NDUFB4; 

UQCRH; UQCRFS1; UQCRC2; UQCRB; UQCRC2; COX7A2; COX7B; COX5A; COX17; 

COX11; COX7CP1; COX7BP1; HCCS; SLC25A4; VDAC2; VDAC1P; VDAC3; LDHB; 

LDHA; IDH3B; IDH3A; HMGCR; GLRX2; FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; 

G6PD; GCDH; COL5A1; NY-REN-24; TXNL2; SOD3; BCAT2; ALDH4A1; PYCR1; 

MT1X; MT1L; MT1G; MT1H; MT2A; MT1E; MT1F; DDAH2; AMT; HMGCL; EPHX1; 

and identifying the candidate as a potential therapeutic agent if expression of one or more of 

the genes is altered. 

Preferably it is determined whether expression of any of the genes is altered by 
comparing the expression level of the gene or genes in the presence and absence of the 
candidate therapeutic agent. 

Preferably the candidate is identified as a potential therapeutic agent if expression of 
one or more of the following genes is increased: PARG; OLR1; ARPC3; DNCLI1; PPM1A; 
ATPIF1; TTMM17A; DNAJA1; SST; NEUROD6; ICAP-1A; FLJ23251; KCNK1; FLJ13611; 
HIRIP5; TAC1; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1; OAT; OAZIN; 
OAZ2; ARG2; ATP6V1B2; ATP6IP2; ATP6V1C1; ATP5J; ATP5G3; ATP5L; ATP5C1; 
ATP5F1; ATP5A1; NDUFA5; NDTJFA6; NDUFAB1; NDUFB3; NDUFB6; NDUFB5; 
NDUFB1; NDUFS4; NDUFA4; NDUFC2; NDUFB4; UQCRH; UQCRFS1; UQCRC2; 
UQCRB; UQCRC2; COX7A2; COX7B; COX5A; COX17; COX11; COX7CP1; COX7BP1; 
HCCS; SLC25A4; VDAC2; VDAC1P; VDAC3; LDHB; LDHA; BDH3B; IDH3A; HMGCR; 
GLRX2; or expression of one or more of the following genes is decreased: FBS1; WFS1; 
PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; TXNL2; SOD3; 
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BCAT2; ALDH4A1; PYCR1; MT1X; MT1L; MT1G; MT1H; MT2A; MT1E; MT1F; 
DDAH2; AMT; HMGCL; EPHX1. 

More preferably the candidate is identified as a potential therapeutic agent if 
expression of the majority (preferably all) of the following genes is altered in response to the 
therapeutic agent: PARG; VDAC2; OLR1; ARPC3; UQCRFS1; DNCLI1; PPM1A; ATPIF1; 
GLRX2; TIMM17A; IDH3B; ARG2; DNAJA1; SST; NEUROD6; ICAP-1A; FLJ23251; 
KCNK1; SLC25A4; FLJ13611; HIRIP5; COX7A2; COX5A; TAC1; UQCRH; MAGEH1; 
C13orfl2; EBNA1BP2; DIRAS2; MPPE1: FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; 
G6PD; GCDH; COL5 Al ; NY-REN-24; HMGCL; TXNL2; SOD3; BCAT2; MT1X. 

In particular, the candidate is identified as a potential therapeutic agent if expression 
of the majority (preferably all) of the genes is altered in the following ways: an increase in 
expression of: PARG; VDAC2; OLR1; ARPC3; UQCRFS1; DNCLI1; PPM1A; ATPIF1; 
GLRX2; TTMM17A; IDH3B; ARG2; DNAJA1; SST; NEUROD6; ICAP-1A; FLJ23251; 
KCNK1; SLC25A4; FLJ13611; HTRIP5; COX7A2; COX5A; TAC1; UQCRH; MAGEH1; 
C13orfl2; EBNA1BP2; DIRAS2; MPPE1; a decrease in expression of: FBS1; WFS1; 
PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; HMGCL; TXNL2; 
SOD3; BCAT2; MT1X. 

The term "majority" used herein means more than 50%, preferably at least 60%, more 
preferably at least 70%, more preferably at least 80%, more preferably at least 90%, most 
preferably all. 

Methods and assays of the invention may be implemented using any method suitable 
for measuring changes in gene expression. Methods of determining the expression level of a 
gene are well known to those of ordinary skill in the art. For example, this may be achieved 
by detennining the level of mRNA or protein expressed from the gene. In particularly 
preferred embodiments, changes in expression level of a plurality of genes in response to the 
candidate therapeutic agent are determined using a microarray. Screening methods using 
microarrays for identifying candidate compounds for the treatment of neuropsychiatric 
disorders are described in detail in WO 03/042654. Use of microarrays is also discussed in 
detail below. 

Any technique that is capable of measuring gene expression may be used. For 
instance, gene expression may also be measured in a preferred alternative embodiment by 
using a reverse transcription polymerase chain reaction ("RT-PCR"). Systems and kits for 
implementing such assays are commercially available from a number of suppliers, including 
Affymetrix (Santa Clara, CA), Agilent (Palo Alto, CA), Promega (Madison, WI), Xanthon 
(Research Triangle Park, North Carolina), Ulumina (San Diego, California), Chromagen (San 
Diego, California), Third Wave Technologies (Madison, Wisconsin), Aclara (Mountain View, 
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California), Beckton Dickinson & Co. (Franklin Lakes, New Jersey) and Luminex (Austin, 
Texas). 

Other examples of suitable methods for determining the level of mRNA expression 
are quantitative PCR (in particular, real-time quantitative PCR) performed on cDNA 
produced by reverse transcription of the mRNA and Northern blotting. 

In a preferred method of determining the level of mRNA expressed, total RNA is 
obtained from the biological sample, cDNA is synthesized from mRNA of the gene, and the 
cDNA is used for real-time quantitative PCR analysis to determine the level of the mRNA in 
the sample. 

Other examples of suitable methods for determining the level of protein expression 
are Western blotting and enzyme-linked immunosorbent assay (ELISA). 

A binding partner of an expression product of the gene, may be used to detect the 
level of that expression product. The binding partner may be a protein, preferably an antibody 
or antibody fragment. The antibody or antibody fragment should bind specifically to the 
expression product so that the level of the expression product in the biological sample can be 
determined. 

The binding partner may be a nucleic acid capable of hybridizing to a nucleic acid 
expression product of the gene, or to nucleic acid derived therefrom. The nucleic acid should 
hybridize specifically (for example under conditions of high stringency - see the section on 
Microarrays below) to the nucleic acid expression product, or nucleic acid derived therefrom, 
so that the level of the nucleic acid expression product in the biological sample can be 
determined. A preferred nucleic acid binding partner is an oligonucleotide primer for the 
synthesis of cDNA by reverse transcription from mRNA of the gene. 

In some preferred embodiments, the level of a nucleic acid expression product of the 
gene is determined by amplification of that nucleic acid expression product, for example by 
PCR. Thus, primers capable of amphfying the nucleic acid expression product are provided. 
Nucleic acid capable of hybridizing (preferably under conditions of high stringency) to 
nucleic acid that is complementary to a nucleic acid expression product of the gene and/or 
nucleic acid which is a binding partner (preferably under conditions of high stringency) of an 
expression product of the gene may be used to amplify a nucleic acid expression product of 
the gene, for example to detect an expression product of the gene. 

In preferred embodiments of the invention, screening for potential therapeutic agents 
is carried out by contacting a candidate therapeutic agent with cultured cells or cell lines. 
Preferably, the cells are neuronal cells, or are cells that have an expression profile that is 
typical of neuronal cells or, alternatively, they may be cells that can be manipulated to 
produce an expression profile typical of neuronal cells. The cells or cell lines used will also, 
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preferably, give rise to reproducible changes in their gene expression profiles when contacted 
with one or more known antipsychiatric drugs (for example, valproate, Haloperidol, 
Pirenzepine, Perazine, Risperdal, Famotidine, Zyprexa, Clozaril, Mesoridazine, Quetiapine, 
Risperidone, Olanzapine, or Clozapine). In particularly preferred embodiments, these changes 
will be opposite changes that are observed in schizophrenia. That is to say, in such 
embodiments, genes (or their homologs) normally expressed at higher levels in schizophrenia 
are preferably expressed at lower levels in cells or cell lines contacted with the known 
antipsychiatric drug, and vice-versa. 

In a preferred embodiment, pluripotent neuronal stem cell lines are used in these 
aspects of the invention. Such cell lines are well known in the art, and methods to induce or 
enhance the differentiation of such stem cell lines have been described. For example, U.S. 
Provisional Patent Application Serial Nos. 60/299,152 and 60/299,066 (both filed on June 18, 
2001) describe methods for inducing differentiation in neuronal stem cells by exposure to 
chemicals (for example, valproate and buspirone). In other embodiments, such cells may be 
differentiated, e.g., using antisense strategies and/or routine techniques of molecular biology 
to develop stable, transfected cell lines. 

Alternatively, however, cells or cell lines may also be obtained from patients having a 
neuropsychiatric disorder, particularly schizophrenia, or from an animal model of 
schizophrenia. 

In some preferred embodiments of the invention a human neuroblastoma cell line 
known as NBFL (Symes et al, Proc. Natl. Acad. Sci. U.S.A. 1993, 90(2):572-576) may be 
used. Suitable culture conditions for this cell line are described in WO 03/042654 (on page 
53, lines 3-6). 

It will be appreciated that cells or cell cultures used in the methods of this invention 
should be carefully controlled for parameters such as the cell passage number, cell density 
(e.g., in microplate wells), the method(s) by which cells are dispensed, and growth time after 
dispensing. It is also preferable to repeat mRNA and/or protein expression levels measured 
for a cell or cell line under particular conditions, to confirm that the measured levels are 
reproducible. 

In other preferred embodiments of the invention, screening for potential therapeutic 
agents is carried out by administering a candidate therapeutic agent to an organism, preferably 
a non human animal (such as a mouse, rat, rabbit, monkey, guinea pig, dog or cat), although 
in some circumstances it may be desirable to administer a candidate therapeutic agent to a 
human, for example as part of a clinical trial. Preferably, the non human animal is an animal 
model of Schizophrenia (for example, phencychdine treated rodents (Sams-Dodd Rev 
Neurosci (1999) 10, 59-90), an animal model of deficient sensorimotor gating (Swerdlow and 
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Geyer Schizophr Bull (1998) 24:2 285-301), neonatal insult to the hippocampal region 
(Beauregard and Bachevalier Can J Psychiatry (1996) Sep 41:7 446-56), models based on 
neonatal excitotoxic hippocampal damage (Lillrank et al, Clin Neurosci (1995) 3:2 98-104), 
attention deficit models (Feldon et al, J Psychiatr Res 4. 345-66), NMDA deficient rodent 
models (Mohn et al, Cell (1999) 98, 427-436), animals that show decreased expression of 
mRNAs for synaptophysin, GAP-43, cholecstokinin, and non-NMDA glutamate receptor 
subunits (GLU Rl and 2), particularly in CA 3-4 associated with Schizophrenia (Weinbrger 
Biol Psychiatry (1999) Feb 5 45;:4 395-402, mice homozygous for PRODH2 deficiency 
(Gogos, J.A., et al, 1999, Nat. Genet. 21, 434-439). 

It will be appreciated that where non human cells, organisms, or extracts are used in 
accordance with the invention, the proteins and genes specified will normally refer to the 
appropriate homologues of the human proteins or genes (i.e. the equivalent proteins and genes 
in that non human cell or organism) that are identified herein as being abnormally expressed 
in the prefrontal cortex of schizophrenia patients. In some embodiments (for example in some 
embodiments of the screening assays and methods described below), the human gene(s) or 
protein(s) may be recombinantly expressed in a non human organism, cell, system, or extract. 

According to the invention there is also provided use of any of the following in a 
screening assay to identify a potential therapeutic agent for the prevention, treatment, or 
amelioration of schizophrenia: (i) proteins encoded by the following genes: PARG; OLR1; 
ARPC3; DNCLI1; PPMIA; ATPIF1; TIMM17A; DNAJA1; SST; NEUROD6; ICAP-1A; 
FLJ23251; KCNK1; FLJ13611; HIRIP5; TAC1; MAGEH1; C13orfl2; EBNA1BP2; 
DIRAS2; MPPE1; OAT; OAZIN; OAZ2; ARG2; ATP6V1B2; ATP6IP2; ATP6V1C1; 
ATP5J; ATP5G3; ATP5L; ATP5C1; ATP5F1; ATP5A1; NDUFA5; NDUFA6; NDUFAB1; 
NDUFB3; NDUFB6; NDUFB5; NDUFB1; NDUFS4; NDUFA4; NDUFC2; NDUFB4; 
UQCRH; UQCRFS1; UQCRC2; UQCRB; UQCRC2; COX7A2; COX7B; COX5A; COX17; 
COX11; COX7CP1; COX7BP1; HCCS; SLC25A4; VDAC2; VDAC1P; VDAC3; LDHB; 
LDHA; IDH3B; IDH3A; HMGCR; GLRX2; FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; 
G6PD; GCDH; COL5AI; NY-REN-24; TXNL2; SOD3; BCAT2; ALDH4A1; PYCR1; 
MT1X; MT1L; MT1G; MT1H; MT2A; MT1E; MT1F; DDAH2; AMT; HMGCL; EPHX1; or 
ii) nucleic acid encoding any of the proteins of (i) above. The nucleic acid may be RNA (for 
example mRNA, or DNA, including cDNA). 

There is also provided according to the invention use of a regulator of expression of 
any of (i) above, in a screening assay to identify a potential therapeutic agent for the 
prevention, treatment, or amelioration of schizophrenia. 

There is further provided according to the invention use of a binding partner of any of 
(i) or (ii) above in a screening assay to identify a potential therapeutic agent for the 
prevention, treatment, or amelioration of schizophrenia. 
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According to the invention there is also provided use of an expression vector 
comprising nucleic acid encoding any of (i) above in a screening assay to identify a potential 
therapeutic agent for the prevention, treatment, or amelioration of schizophrenia. 

There is further provided according to the invention use of a cell or cell line 
expressing nucleic acid encoding any of (i) above in a screening assay to identify a potential 
therapeutic agent for the prevention, treatment, or amelioration of schizophrenia. Preferably 
the cell is a neural cell, or an oligodendrocyte. 

There is also provided according to the invention a recombinant non-human animal in 
which expression of a gene encoding any of the proteins of (i) above is altered compared with 
expression of the corresponding gene in a normal animal. Preferably expression of two or 
more of the genes is altered. Expression of the gene or genes in the recombinant animal may 
be increased or decreased. Where expression is decreased, preferably the animal is a knockout 
animal for the gene or genes. Methods for providing recombinant animals are well known to 
those of skill in the art. 

Preferably expression of PARG; OLR1; ARPC3; DNCLI1; PPM1A; ATPIF1; 
TIMM17A; DNAJA1; SST; NEUROD6; ICAP-1A; FU23251; KCNK1; FLJ13611; HIRIP5; 
TAC1; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1; OAT; OAZDM; OAZ2; ARG2; 
ATP6V1B2; ATP6IP2; ATP6V1C1; ATP5J; ATP5G3; ATP5L; ATP5C1; ATP5F1; 
ATP5A1; NDUFA5; NDUFA6; NDUFAB1; NDUFB3; NDUFB6; NDUFB5; NDUFB1; 
NDUFS4; NDUFA4; NDUFC2; NDUFB4; UQCRH; UQCRFS1; UQCRC2; UQCRB; 
UQCRC2; COX7A2; COX7B; COX5A; COX17; COX11; COX7CP1; COX7BP1; HCCS; 
SLC25A4; VDAC2; VDAC1P; VDAC3; LDHB; LDHA; EDH3B; LDH3A; HMGCR; GLRX2 
is decreased in the recombinant animal. 

Preferably expression of FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; 
GCDH; COL5A1; NY-REN-24; TXNL2; SOD3; BCAT2; ALDH4A1; PYCR1; MT1X; 
MT1L; MT1G; MT1H; MT2A; MT1E; MT1F; DDAH2; AMT; HMGCL; EPHX1 is 
increased in the recombinant animal. 

Preferably the recombinant animal is a mouse. Other suitable non-human animals 
include rats, chickens, cows, monkeys, or rabbits. 

The invention also provides use of a recombinant non-human animal of the invention 
as an animal model for schizophrenia. 

According to the invention there is also provided use of a recombinant non-human 
animal of the invention, or cells obtained or derived from the animal, in a screening assay to 
identify a potential therapeutic agent for the prevention, treatment, or amelioration of 
schizophrenia. 

Screening assays in accordance with the invention are described in more detail below: 
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A screening assay for identifying a potential therapeutic agent for the prevention, 
treatment, or amelioration of schizophrenia may comprise screening for a modulator of 
expression of a gene encoding any of the proteins of (i) above by: providing a system capable 
of expressing a gene or nucleic acid encoding any of the proteins of (i) above; maintaining the 
system under conditions for expression of the gene or nucleic acid in the presence and 
absence of a candidate modulator of expression of the gene; and detennining the expression 
level of the gene or nucleic acid in the presence and absence of the candidate modulator. 

The term "modulator" is used herein to mean an upregulator, or downregulator of 

expression of the gene. 

The system may be an in vitro system capable of transcription of the gene and/or 
translation of mRNA encoding the protein coded by the gene. A preferred system is a cell, 
such as a cultured cell or cell line. Preferably, the cell is a neuronal cell, or a cell that has an 
expression profile that is typical of neuronal cell. Alternatively, the cell may be a cell that can 
be manipulated to produce an expression profile typical of neuronal cells. 

A microarray may be used to determine the expression level of a plurality of the 

genes. 

An upregulator of expression of any of the following is expected to provide a 
potential therapeutic agent for the prevention, treatment, or amelioration of schizophrenia: 
PARG; OLR1; ARPC3; DNCU1; PPM1A; ATPIF1; TIMM17A; DNAJA1; SST 
NEUROD6; ICAP-1A; FU23251; KCNK1; FLJ13611; HERIP5; TAC1; MAGEH1 
C13orfl2; EBNA1BP2; DIRAS2; MPPE1; OAT; OAZIN; OAZ2; ARG2; ATP6V1B2 
ATP6IP2; ATP6V1C1; ATP5J; ATP5G3; ATP5L; ATP5C1; ATP5F1; ATP5A1; NDUFA5 
NDUFA6; NDUFAB1; NDUFB3; NDUFB6; NDUFB5; NDUFB1; NDUFS4; NDUFA4 
NDUFC2; NDUFB4; UQCRH; UQCRFS1; UQCRC2; UQCRB; UQCRC2; COX7A2 
COX7B; COX5A; COX17; COX11; COX7CP1; COX7BP1; HCCS; SLC25A4; VDAC2 
VDAC1P; VDAC3; LDHB; LDHA; IDH3B; IDH3A; HMGCR; GLRX2. 

A downregulator of expression of any of the following is expected to provide a 
potential therapeutic agent for the prevention, treatment, or amelioration of schizophrenia: 
FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; 
TXNL2; SOD3; BCAT2; ALDH4A1; PYCR1; MT1X; MT1L; MT1G; MT1H; MT2A; 
MT1E; MT1F; DDAH2; AMT; HMGCL; EPHX1 . 

Preferably screening assays of the invention screen for upregulators of expression of 
the majority (preferably all) of the following: PARG; VDAC2; OLR1; ARPC3; UQCRFS1 
DNCLI1; PPM1A; ATPIF1; GLRX2; TTMM17A; IDH3B; ARG2; DNAJA1; SST; 
NEUROD6; ICAP-1A; FLJ23251; KCNK1; SLC25A4; FU13611; HIRIP5; COX7A2 
COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1 



9 



WO 2004/111270 



PCT/GB2004/002503 



Alternatively, or additionally, screening assays of the invention preferably screen for 
downregulators of expression of the majority (preferably all) of the following: FBS1; WFS1; 
PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; HMGCL; TXNL2; 
SOD3;BCAT2; MT1X. 

In one embodiment, agents that modulate (i.e. upregulate or downregulate) the 
expression of any of the proteins of (i) above are identified by contacting cells expressing the 
protein with a candidate compound or a control compound (e.g., phosphate buffered saline 
(PBS)) and determining the expression of the protein, or mRNA encoding the protein. 

The level of expression of a selected protein, or mRNA encoding the protein in the 
presence of the candidate compound is compared to the level of expression of the protein or 
mRNA encoding the protein in the absence of the candidate compound (e.g., in the presence 
of a control compound). The candidate compound can then be identified as a modulator of the 
expression of the protein based on this comparison. For example, when expression of the 
protein or mRNA is significantly greater in the presence of the candidate compound than in 
its absence, the candidate compound is identified as an upregulator of expression of the 
protein or mRNA. Alternatively, when expression of the protein or mRNA is significantly 
less in the presence of the candidate compound than in its absence, the candidate compound is 
identified as a downregulator of expression of the protein or mRNA. The level of expression 
of the protein or the mRNA that encodes it can be determined by methods known to those of 
skill in the art. For example, mRNA expression can be assessed by Northern blot analysis or 
RT-PCR, and protein levels can be assessed by western blot analysis. 

In preferred embodiments, test compounds that modulate expression of one or more 
of the proteins of (i) above are identified in non human animals (e.g. mice, rats, monkeys, 
rabbits, or guinea pigs), preferably non human animal models for schizophrenia (examples of 
non human animal models are given above). In accordance with such embodiments, a test 
compound or a control compound is administered to the animals, and the effect of the test 
compound on expression of one or more of the proteins is determined. A test compound that 
alters the expression of any of the proteins (or a plurality of the proteins) can be identified by 
comparing the level of the selected protein or proteins (or mRNA(s) encoding the same) in an 
animal or group of animals treated with a test compound with the level of the protein(s) or 
mRNA(s) in an animal or group of animals treated with a control compound. Techniques 
known to those of skill in the art can be used to determine the mRNA and protein levels, for 
example, in situ hybridization. The animals may or may not be sacrificed to assay the effects 
of a test compound. 

In another embodiment, test compounds that modulate the level or expression of any 
of the proteins of (i) above (or a plurality of the proteins) are identified in human subjects, 



10 



i 
i 



WO 2004/111270 



PCT/GB2004/002503 



preferably those having schizophrenia and most preferably those having severe schizophrenia. 
In accordance with this embodiment, a test compound or a control compound is administered 
to the human subject, and the effect of a test compound on expression of the protein(s) is 
determined, by analyzing the expression of the protein or the mRNA encoding the same in a 
biological sample (e.g., CSF, blood, serum, plasma, or urine). A test compound that alters the 
expression of the protein(s) can be identified by comparing the level of the protein or mRNA 
encoding the same in a subject or group of subjects treated with a control compound to that in 
a subject or group of subjects treated with a test compound. Alternatively, alterations in the 
expression of the protein(s) can be identified by comparing the level of the protein(s) or 
mRNA(s) encoding the same in a subject or group of subjects before and after the 
administration of a test compound. Techniques known to those of skill in the art can be used 
to obtain the biological sample and analyze the mRNA or protein expression. 

A test compound that changes the level or expression of the protein(s) or mRNA(s) 
towards levels detected in control subjects (e.g., humans free from schizophrenia) is selected 
for further testing or therapeutic use. 

An alternative screening assay for identifying a potential therapeutic agent for the 
prevention, treatment, or amelioration of schizophrenia may comprise screening for a 
regulator of the activity of any of the proteins of (i) above by: contacting the protein with a 
candidate regulator and detennining the activity of the protein in the presence and absence of 
the candidate regulator. The regulator may be an enhancer or activator, or an inhibitor, of the 
activity of the protein. 

An enhancer or activator of the activity of any of the following proteins may provide 
a potential therapeutic agent for the prevention, treatment, or amelioration of schizophrenia: 
PARG; OLR1; ARPC3; DNCLI1; PPM1A; ATPIF1; TIMM17A; DNAJA1; SST; 
NEUROD6; ICAP-1A; FLJ23251; KCNK1; FU13611; HIRIP5; TAC1; MAGEH1; 
C13orfl2; EBNA1BP2; DIRAS2; MPPE1; OAT; OAZIN; OAZ2; ARG2; ATP6V1B2; 
ATP6IP2; ATP6V1C1; ATP5J; ATP5G3; ATP5L; ATP5C1; ATP5F1; ATP5A1; NDUFA5; 
NDUFA6; NDUFAB1; NDUFB3; NDUFB6; NDUFB5; NDUFB1; NDUFS4; NDUFA4; 
NDUFC2; NDUFB4; UQCRH; UQCRFS1; UQCRC2; UQCRB; UQCRC2; COX7A2; 
COX7B; COX5A; COX17; COX11; COX7CP1; COX7BP1; HCCS; SLC25A4; VDAC2; 
VDAC1P; VDAC3; LDHB; LDHA; EDH3B; DDH3A; HMGCR; GLRX2. 

An inhibitor of the activity of any of the following proteins may provide a potential 
therapeutic agent for the prevention, treatment, or amelioration of schizophrenia: FBS1; 
WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; TXNL2; 
SOD3; BCAT2; ALDH4A1; PYCR1; MT1X; MT1L; MT1G; MT1H; MT2A; MT1E; MT1F; 
DDAH2; AMT; HMGCL; EPHX1. 
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Preferably screening methods of the invention screen for enhancers or activators of 
the activity of the majority (preferably all) of the following proteins: PARG; VDAC2; OLR1; 
ARPC3; UQCRFS1; DNCLI1; PPM1A; ATPDF1; GLRX2; TIMM17A; IDH3B; ARG2; 
DNAJA1; SST; NEUROD6; ICAP-1A; FLJ23251; KCNK1; SLC25A4; FU13611; HIRIP5; 
COX7A2; COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1. 
Alternatively, or additionally, screening assays of the invention preferably screen for 
inhibitors of the activity of the majority (preferably all) of the following proteins: FBS1; 
WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; HMGCL; 
TXNL2; SOD3; BCAT2; MT1X. 

In one embodiment, agents that regulate the activity of any of the proteins of (i) above 
are identified by contacting a preparation comprising the protein, or cells expressing the 
protein with a test compound, or a control compound, and dete rminin g the ability of the test 
compound to regulate (i.e. enhance or activate, or inhibit) the activity of the protein. The 
activity of the protein can be assessed by detecting induction of a cellular signal transduction 
pathway of the protein (e.g. intracellular Ca2+, diacylglycerol, IP3, etc.), detecting catalytic 
or enzymatic activity of the protein on a suitable substrate, detecting the induction of a 
reporter gene (e.g., a regulatory element that is responsive to the protein and is operably 
linked to a nucleic acid encoding a detectable marker, e.g. luciferase), or detecting a cellular 
response, for example, cellular differentiation, or cell proliferation- Techniques known to 
those of skill in the art can be used for measuring these activities (see, e.g., U.S. Patent No. 
5,401,639, which is incorporated herein by reference). The candidate compound can then be 
identified as a regulator of the activity of the protein by comparing the effects of the candidate 
compound to the control compound. Suitable control compounds include phosphate buffered 
saline (PBS) and normal saline (NS). 

In another embodiment, test compounds that regulate the activity of any of the 
proteins of (i) above (or their homologue) or a biologically active portion thereof are 
identified in non-human animals (e.g., mice, rats, monkeys, rabbits, and guinea pigs), 
preferably non-human animal models for schizophrenia (examples of non-human animal 
models are given above). In accordance with this embodiment, a test compound or a control 
compound is administered to the animals, and the effect of a test compound on the activity of 
protein(s) is determined. A test compound that alters the activity of the protein (or a plurality 
of the proteins) can be identified by assaying animals treated with a control compound and 
a nimal s treated with the test compound. The activity of the protein can be assessed by 
detecting induction of a cellular second messenger of the protein (e.g., intracellular Ca2+, 
diacylglycerol, IP3, etc.), detecting catalytic or enzymatic activity of the protein or binding 
partner thereof detecting the induction of a reporter gene (e.g., a regulatory element that is 
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responsive to the protein operably linked to a nucleic acid encoding a detectable marker, such 
as luciferase or green fluorescent protein), or detecting a cellular response (e.g., cellular 
differentiation or cell proliferation). Techniques known to those of skill in the art can be 
utilized to detect changes in the activity of the protein (see, e.g., U.S. Patent No. 5,401,639, 
which is incorporated herein by reference). 

In another embodiment, test compounds that regulate the activity of any of the 
proteins of (i) above (or a plurality of the proteins) are identified in human subjects, 
preferably those having schizophrenia and most preferably those with severe schizophrenia. 
In this embodiment, a test compound or a control compound is administered to the human 
subject, and the effect of a test compound on the activity of the protein(s) is determined. A 
test compound that alters the activity of the protein(s) can be identified by comparing 
biological samples from subjects treated with a control compound to samples from subjects 
treated with the test compound. Alternatively, alterations in the activity of the protein(s) can 
be identified by comparing the activity of the protein(s) in a subject or group of subjects 
before and after the administration of a test compound. The activity of the protein(s) can be 
assessed by detecting in a biological sample (e.g., CSF, serum, plasma, or urine) induction of 
a cellular signal transduction pathway of the protein (e.g., intracellular Ca2+, diacylglycerol, 
IP3, etc.), catalytic or enzymatic activity of the protein or a binding partner thereof, or a 
cellular response, for example, cellular differentiation, or cell proliferation. Techniques 
known to those of skill in the art can be used to detect changes in the induction of a second 
messenger of the protein(s) or changes in a cellular response. For example, RT-PCR can be 
used to detect changes in the induction of a cellular second messenger. 

A test compound that changes the activity of the protein(s) towards the activity found 
in control subjects (e.g., humans free from schizophrenia) is selected for further testing or 
therapeutic use. 

A further screening assay for identifying a potential therapeutic agent for the 
prevention, treatment, or amelioration of schizophrenia may comprise screening for a 
regulator of the interaction of any of the proteins of (i) above with a binding partner required 
for the biological effect of the protein by: contacting the protein with the binding partner in 
the presence of a candidate regulator, and determining binding of the protein to its binding 
partner in the presence and absence of the candidate regulator. The regulator may be an 
enhancer or activator, or an inhibitor, of the interaction of the protein with the binding partner. 

An enhancer or activator of the interaction of any of the following proteins with a 
binding partner required for the biological effect of the protein may provide a potential 
therapeutic agent for the prevention, treatment, or amelioration of schizophrenia: PARG; 
OLR1; ARPC3; DNCOl; PPM1A; ATPIF1; TTMM17A; DNAJA1; SST; NEUROD6; ICAP- 
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1A; FLJ23251; KCNK1; FU13611; HIRIP5; TAC1; MAGEH1; C13orfl2; EBNA1BP2; 
DIRAS2; MPPE1; OAT; OA2JN; OAZ2; ARG2; ATP6V1B2; ATP6IP2; ATP6V1C1; 
ATP5J; ATP5G3; ATP5L; ATP5C1; ATP5F1; ATP5A1; NDUFA5; NDUFA6; NDUFAB1; 
NDUFB3; NDUFB6; NDUFB5; NDUFB1; NDUFS4; NDUFA4; NDUFC2; NDUFB4; 
UQCRH; UQCRFS1; UQCRC2; UQCRB; UQCRC2; COX7A2; COX7B; COX5A; COX17; 
COX11; COX7CP1; COX7BP1; HCCS; SLC25A4; VDAC2; VDAC1P; VDAC3; LDHB; 
LDHA; DDH3B; EDH3A; HMGCR; GLRX2. 

An inhibitor of the interaction of any of the following proteins with a binding partner 
required for the biological effect of the protein may provide a potential therapeutic agent for 
the prevention, treatment, or amelioration of schizophrenia: FBS1; WFS1; PRODH; AMT; 
CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; TXNL2; SOD3; BCAT2; 
ALDH4A1; PYCR1; MT1X; MT1L; MT1G; MT1H; MT2A; MT1E; MT1F; DDAH2; AMT; 
HMGCL; EPHX1 . 

Preferably screening assays of the invention screen for enhancers or activators of the 
interaction of the majority (preferably all) of the following proteins with binding partners 
required for the biological effects of the proteins: PARG; VDAC2; OLR1; ARPC3; 
UQCRFS1; DNCLI1; PPM1A; ATPIF1; GLRX2; TIMM17A; IDH3B; ARG2; DNAJA1; 
SST; NEUROD6; ICAP-1A; FLJ23251; KCNK1; SLC25A4; FLJ13611; HIRIP5; COX7A2; 
COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1. 
Alternatively, or additionally, screening assays of the invention preferably screen for 
inhibitors of the interaction of the majority (preferably all) of the following proteins with 
binding partners required for the biological effects of the proteins: FBS1; WFS1; PRODH; 
AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; HMGCL; TXNL2; SOD3; 
BCAT2; MT1X. 

In one embodiment, a cell-based assay system is used to identify candidates that 
regulate the activity of any of the proteins of (i) above. In a primary screen, a plurality (e.g., a 
library) of compounds are contacted with cells that naturally or recombinantly express: (i) any 
of the proteins of (i) above; and (ii) a protein that is responsible for processing of the protein 
in order to identify compounds that modulate the production, degradation, or post- 
translational modification of the protein. If desired, compounds identified in the primary 
screen can then be assayed in a secondary screen against cells naturally or recombinantly 
expressing the specific protein of interest. The ability of the candidate compound to modulate 
the production, degradation or post-translational modification of the protein can be 
determined by methods known to those of skill in the art, including without limitation, flow 
cytometry, a scintillation assay, immunoprecipitation and western blot analysis. 
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In another embodiment, agents that competitively bind to any of the proteins of (i) 
above are identified in a competitive binding assay. In accordance with this embodiment, cells 
expressing the protein are contacted with a candidate compound and a compound known to 
interact with the protein. The ability of the candidate compound to competitively bind to the 
protein is then determined. Alternatively, agents that competitively bind to any of the proteins 
of (i) above are identified in a cell-free assay system by contacting the protein with a 
candidate compound and a compound known to interact with the protein. As stated above, the 
ability of the candidate compound to interact with the protein can be determined by methods 
known to those of skill in the art. These assays, whether cell-based or cell-free, can be used to 
screen a plurality (e.g., a library) of candidate compounds. 

A further screening assay for identifying a potential therapeutic agent for the 
prevention, treatment, or amelioration of schizophrenia may comprise screening for a binding 
partner of any of the proteins of (i) above by: contacting the protein with a sample comprising 
a candidate binding partner, and determining whether the candidate binding partner binds to 
the protein. 

Preferably screening assays of the invention screen for binding partners of the 
majority (preferably all) of the following proteins: PARG; VDAC2; OLR1; ARPC3; 
UQCRFS1; DNCLI1; PPM1A; ATPIF1; GLRX2; TTMM17A; EDH3B; ARG2; DNAJA1; 
SST; NEUROD6; ICAP-1A; FLJ23251; KCNK1; SLC25A4; FLJ13611; HIRIP5; COX7A2; 
COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1; FBS1; 
WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; HMGCL; 
TXNL2; SOD3; BCAT2; MT1X. 

In one embodiment, candidates that interact with the protein are identified in a cell- 
based assay system. In accordance with this embodiment, cells expressing the protein are 
contacted with a candidate compound or a control compound and the ability of the candidate 
compound to interact with the protein is determined. If desired, this assay may be used to 
screen a plurality (e.g. a library) of candidate compounds. The cell, for example, can be of 
prokaryotic origin (e.g., E. coli) or eukaryotic origin (e.g., yeast or mammalian). Further, the 
cells can express the protein endogenously or be genetically engineered to express the protein. 
In certain instances, the protein or the candidate compound is labelled, for example with a 
radioactive label (such as 32 P, 35 S) or a fluorescent label (such as fluorescein isothiocyanate, 
rhodamine, phycoerythrin, phycocyanin, allophycocyanin, o-phthaldehyde or fluorescamine) 
to enable detection of an interaction between the protein and a candidate compound. The 
ability of the candidate compound to interact directly or indirectly with the protein can be 
determined by methods known to those of skill in the art. For example, the interaction 
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between a candidate compound and the protein can be determined by flow cytometry, a 
scintillation assay 9 immunoprecipitation or western blot analysis. 

In another embodiment, agents that bind to any of the proteins of (i) above are 
identified in a cell-free assay system. In accordance with this embodiment, a native or 
recombinant protein is contacted with a candidate compound or a control compound and the 
ability of the candidate compound to interact with the protein is determined. If desired, this 
assay may be used to screen a plurality (e.g. a library) of candidate compounds. Preferably, 
the protein is first immobilized, by, for example, contacting the protein with an immobilized 
antibody which specifically recognizes and binds to it, or by contacting a purified preparation 
of the protein with a surface designed to bind proteins. The protein may be partially or 
completely purified (e.g., partially or completely free of other polypeptides) or part of a cell 
lysate. Further, the protein may be fused to another protein domain, such as glutathionine-S- 
transferase, as part of a fusion protein. Alternatively, the protein can be biotinylated using 
techniques well known to those of skill in the art (e.g. biotinylation kit, Pierce Chemicals; 
Rockford, EL). The ability of the candidate compound to interact with the protein or fusion 
protein can be can be determined by methods known to those of skill in the art. 

In yet another embodiment, any of the proteins of (i) above is used as a tT bait protein" 
in a two-hybrid assay or three-hybrid assay to identify other proteins that bind to the protein 
(see, e.g., U.S. Patent No. 5,283,317; Zervos et al, Cell (1993) 72:223-232; Madura et al, J. 
Biol Chem. (1993) 268:12046-12054; Bartel et al, Bio/Techniques (1993) 14:920-924; 
Iwabuchi et al, Oncogene (1993) 8:1693-1696; and PCT Publication No. WO 94/10300). 

Examples of potential therapeutic agents, candidate modulators, candidate regulators, 
or candidate binding partners include, but are not limited to, nucleic acids (e.g., DNA and 
RNA), carbohydrates, lipids, proteins, peptides, peptidomimetics, small molecules and other 
drugs. Candidates can be obtained using any of the numerous approaches in combinatorial 
library methods known in the art, including: biological libraries; spatially addressable parallel 
solid phase or solution phase libraries; synthetic library methods requiring deconvolution; the 
"one-bead, one-compound" library method; and synthetic library methods using affinity 
chromatography selection. The biological library approach is limited to peptide libraries, 
while the other four approaches are applicable to peptide, non-peptide oligomer or small 
molecule libraries of compounds (Lam, Anticancer Drug Des. (1997) 12:145; U.S. Patent No. 
5,738,996; and U.S. Patent No. 5,807,683, each of which is incorporated herein in its entirety 
by reference). 

Examples of methods for the synthesis of molecular libraries can be found in the art, 
for example in: DeWitt et al, Proc. Natl Acad. Sci. USA (1993) 90:6909; Eib et al, Proc. Natl. 
Acad. Sci. USA (1994) 91:11422; Zuckermann et al, J. Med. Chem. (1994) 37:2678; Cho et 
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al, Science (1993) 261:1303; Carrell et al, Angew. Chem. Int. Ed. Engl (1994) 33:2059; 
Carell et al, Angew. Chem. Int. Ed. Engl. (1994) 33:2061; and Gallop et al, J Med. Chem. 
(1994) 37:1233; each of which is incorporated herein in its entirety by reference. 

Libraries of compounds may be presented, e.g., presented in solution (e.g., Houghten, 
Bio/Techniques (1992) 13:412-421), or on beads (Lam, Nature (1991) 354:82-84), chips 
(Fodor, Nature (1993) 364:555-556), bacteria (U.S. Patent No. 5,223,409), spores (Patent 
Nos. 5,571,698; 5,403,484; and 5,223,409), plasmids (Cull et al, Proc. Natl. Acad. Sci. USA 
(1992) 89:1865-1869) or phage (Scott and Smith, Science (1990) 249:386-390; Devlin, 1 5 
Science (1990) 249:404-406; Cwirla et al, Proc. Natl. Acad. Sci. USA (1990) 87:6378-6382; 
and Felici, J. Mol. Biol. (1990) 222:301-310), each of which is incorporated herein in its 
entirety by reference. 

There is also provided according to the invention a method of diagnosing whether a 
subject has, or is at risk of developing schizophrenia, which comprises determining the level 
of any of the proteins of (i) above, or the expression level of a gene encoding any of the 
proteins of (i) above, in a biological sample obtained from the subject, or in a sample derived 
from a biological sample obtained from the subject. 

Preferably the expression level of the majority (preferably all) of the following genes, 
or the levels of the majority (preferably all) of the proteins encoded by the following genes is 
determined in a biological sample obtained from the subject, or in a sample derived from a 
biological sample obtained from the subject: PARG; VDAC2; OLR1; ARPC3; UQCRFS1; 
DNCLI1; PPM1A; ATPIF1; GLRX2; TIMM17A; IDH3B; ARG2; DNAJA1; SST; 
NEUROD6; ICAP-1A; FLJ23251; KCNK1; SLC25A4; FLJ13611; HIRIP5; COX7A2; 
COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1: FBS1; 
WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; HMGCL; 
TXNL2; SOD3; BCAT2; MT1X. 

If the level of the proteins or expression products in the brain is abnormal (for 
example compared with control samples from non schizophrenic brains), the subject is 
diagnosed as either having schizophrenia, or being at risk of developing schizophrenia. 

In particular, the subject is diagnosed as either having schizophrenia, or being at risk 
of developing schizophrenia, if the expression level of the majority (preferably all) of the 
following genes, or the level of the majority (preferably all) of the proteins encoded by the 
following genes is reduced compared to a normal subject: PARG; VDAC2; OLR1; ARPC3; 
UQCRFS1; DNCLI1; PPM1A; ATPIF1; GLRX2; HMM17A; IDH3B; ARG2; DNAJA1; 
SST; NEUROD6; ICAP-1A; FLJ23251; KCNK1; SLC25A4; FU13611; HIRIP5; COX7A2; 
COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1; and the 
expression level of the majority (preferably all) of the following genes, or the level of the 
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majority (preferably all) of the proteins encoded by the following genes is increased 
compared to a normal subject: FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; 
GCDH; COL5A1; NY-REN-24; HMGCL; TXNL2; SOD3; BCAT2; MT1X. 

It is expected that upto 90% reliability of diagnosis of schizophrenia can be achieved 
by such methods. 

The biological sample may comprise any of the following: CNS tissue, brain tissue, 
cells isolated from the prefrontal cortex, cells isolated from the developing neuroepithelium; a 
neural stem cell; a progenitor cell; cerebrospinal fluid (CSF). 

Brain Tissue Samples: in certain embodiments, brain cells and tissues for use in 
methods of the invention may be obtained from individuals (e.g., from patients) in a biopsy. 
However, brain surgeries permitting a biopsy are relatively rare and primarily involve surgical 
excisions (e.g., for the treatment of epilepsy) rather than brain regions relevant to 
neuropsychiatric disorders such as schizophrenia. In certain embodiments, however, useful 
profiles may be obtained from cultured peripheral nervous system neurons, such as 
rhinoneuroepithelial cells. Such cells may be readily obtained from a nasal biopsy. 

The term "cerebrospinal fluid" (CSF) used herein refers to the fluid that 
surrounds the bulk of the central nervous system, as described in Physiological Basis 
of Medical Practice (J.B. West, ed., Williams and Wilkins, Baltimore, MD 1985). 
CSF includes ventricular CSF and lumbar CSF. 

Cells isolated from the developing human neuroepithelium can be isolated in culture 
and grown as aggregates termed neurospheres (Svendsen CN, and Smith AG, Trends 
Neurosci 1999 Aug; 22(8): 357-64). These contain a mixture of neural stem and progenitor 
cells, can be propagated in culture for extended time periods, and hold potential as a source of 
tissue for repairing the damaged CNS. According to the invention, the sample derived from 
the biological sample may be a neurosphere. 

CSF may be analysed by two-dimensional electrophoresis to determine the level of 
one or more of the proteins of (i) above. This technique is well known to those of skill in the 
art. Methods of diagnosing schizophrenia using two-dimensional electrophoresis are 
described in detail in WO 01/63293. 

Preferably the biological sample comprises peripheral tissue or a peripheral cell type 
in which the level of the protein, or the expression level of the gene, correlates with the level 
of the corresponding protein, or the expression level of the corresponding gene, in the 
prefrontal cortex. 

Suitable peripheral tissue may comprise blood (consisting of plasma and blood cells), 
serum, plasma, urine, or liver or spleen cells. It is possible that a correlated level of protein, or 
correlated gene expression, may occur in one or more types of blood cell but not in others. In 
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this case, it may be necessary to use blood cells of that type, or those types, which have been 
separated at least from some of the types of blood cells that do not have correlated levels or 
correlated expression. If a correlated level of protein, or correlated gene expression, occurs in 
more than one type of blood cell, blood cells of each type could be separated and, if 
necessary, pooled together for the determination. 

A correlated level of protein, or correlated gene expression may occur in erythrocytes 
(red cells), platelets, or leukocytes (granulocytes: neutrophils, eosinophils, or basophils; or 
lymphoid cells: lymphocytes or monocytes). 

A microarray may be used in a method of diagnosis of the invention to determine the 
level of a plurality of proteins, or the expression level of a plurality of genes. 

According to the invention there is provided a microarray which is a gene chip for use 
in a method of diagnosis of the invention, the gene chip comprising a plurality of different 
probes capable of hybridising to nucleic acid expression products, or nucleic acid derived 
from nucleic acid expression products, of the majority (preferably all) of the following genes: 
PARG; VDAC2; OLR1; ARPC3; UQCRFS1; DNCLI1; PPM1A; ATTIF1; GLRX2; 
TEMM17A; IDH3B; ARG2; DNAJA1; SST; NEUROD6; ICAP-1A; FU23251; KCNK1; 
SLC25A4; FLJ13611; HIRIP5; COX7A2; COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; 
EBNA1BP2; DIRAS2; MPPE1; FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; 
GCDH; COL5A1; NY-REN-24; HMGCL; TXNL2; SOD3; BCAT2; MT1X. 

There is also provided according to the invention a kit for the diagnosis of 
schizophrenia that comprises a means for detecting the protein or expression product of a 
gene encoding the protein, or of nucleic acid derived from a nucleic acid expression product 
of the gene. The detecting means may comprise a binding partner of the protein (such as an 
antibody), or a binding partner of nucleic acid encoding the protein, and/or a nucleic acid 
capable of hybridizing to nucleic acid that is complementary to a nucleic acid expression 
product of the gene. 

Kits of the invention may allow for the detection of expression products of a plurality 
of the genes, or of nucleic acids derived from nucleic acid expression products of a plurality 
of the genes. 

Preferred kits comprise means for detecting the protein or expression products (or 
nucleic acid derived from the nucleic acid expression products) of the majority (preferably all) 
of the following genes: PARG; VDAC2; OLR1; ARPC3; UQCRFS1; DNCLI1; PPM1A; 
ATPIF1; GLRX2; HMM17A; IDH3B; ARG2; DNAJA1; SST; NEUROD6; ICAP-1A; 
FLJ23251; KCNK1; SLC25A4; FLJ13611; HIRJP5; COX7A2; COX5A; TAC1; UQCRH; 
MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1: FBS1; WFS1; PRODH; AMT; CLN3; 
ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; HMGCL; TXNL2; SOD3; BCAT2; MT1X. 
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Each detecting means may comprise a binding partner of the protein and/or a nucleic 
acid (or analogue) capable of hybridizing to nucleic acid that is complementary to a nucleic 
acid expression product of the gene. Each detecting means may comprise a binding partner of 
a nucleic acid expression product of the gene. According to a preferred embodiment, the 
expression levels may be determined using a microarray, such as a gene chip (see below). 

There is also provided according to the invention a kit comprising a pair of primers 
(each of which is preferably 6-30 nucleotides, more preferably 10-30 nucleotides, most 
preferably 10-20 nucleotides) that under appropriate reaction conditions can prime 
amplification of at least a portion of a nucleic acid expression product of any of the genes 
encoding the proteins of (i) above, or of nucleic acid derived from the nucleic acid expression 
product. The amplification may be, for example, by polymerase chain reaction (see, for 
example, Innis et al, 1990, PCR Protocols, Academic Press, Inc., San Diego, CA), ligase 
chain reaction (see EP 320, 308), use of Qp replicase, cyclic probe reaction, or other methods 
known in the art. 



Kits of the invention may optionally further comprise one or more of the following: 



0 


instructions for using the detecting means for diagnosis, prognosis, or therapeutic 




monitoring; 


ii) 


a labelled moiety for detecting the detecting means; 


iii) 


a solid phase to which the detecting means is immobilised; 


iv) 


a predetermined amount of an isolated expression product of one or more of the 




genes for use as a standard, or control; 


v) 


a label or insert indicating regulatory approval for diagnostic, prognostic or 




therapeutic use as appropriate. 



If no labelled moiety is provided, the detecting means itself may be labelled with a 
detectable label (for example, a chemiliiminescent, enzymatic, fluorescent, or radioactive 
label). 

There is also provided according to the invention a method of diagnosing whether a 
subject has, or is at risk of developing schizophrenia, which comprises determining the level 
of any of the proteins of (i), or the expression level of a gene encoding any of the proteins of 
(i) above, in the brain (preferably the prefrontal cortex) of the subject. 

The level of more than one of the proteins of (i) above, or the expression level of 
more than one of the genes encoding the proteins of (i) above may be determined This may 
increase the accuracy of the diagnosis. 

Preferably the expression level of the majority (preferably all) of the following genes, 
or the levels of the majority (preferably all) of the proteins encoded by the following genes in 
the brain (preferably the prefrontal cortex) of the subject is determined: PARG; VDAC2; 
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OLR1; ARPC3; UQCRFS1; DNCLI1; PPM1A; ATPIF1; GLRX2; HMM17A; IDH3B; 
ARG2; DNAJA1; SST; NEUROD6; ICAP-1A; FU23251; KCNK1; SLC25A4; FLJ13611; 
HIRIP5; COX7A2; COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; 
MPPE1: FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY- 
REN-24; HMGCL; TXNL2; SOD3; BCAT2; MT1X. 

If the level of the protein or expression product in the brain is abnormal, the subject is 
diagnosed as either having schizophrenia, or being at risk of developing schizophrenia. 

In particular, the subject is diagnosed as either having schizophrenia, or being at risk 
of developing schizophrenia, if the level of any of the following proteins, or the expression 
level of a gene encoding any of the following proteins is reduced compared to a normal 
subject: PARG;OLRl; ARPC3; DNCLI1; PPM1A; ATPIF1; TIMM17A; DNAJA1; SST; 
NEUROD6; ICAP-1A; FLJ23251; KCNK1; FLJ13611; B3RIP5; TAC1; MAGEH1; 
C13orfl2; EBNA1BP2; DIRAS2; MPPE1; OAT; OAZIN; OAZ2; ARG2; ATP6V1B2; 
ATP6IP2; ATP6V1C1; ATP5J; ATP5G3; ATP5L; ATP5C1; ATP5F1; ATP5A1; NDUFA5; 
NDUFA6; NDUFAB1; NDUFB3; NDUFB6; NDUFB5; NDUFB1; NDUFS4; NDUFA4; 
NDUFC2; NDUFB4; UQCRH; UQCRFS1; UQCRC2; UQCRB; UQCRC2; COX7A2; 
COX7B; COX5A; COX17; COX11; COX7CP1; COX7BP1; HCCS; SLC25A4; VDAC2; 
VDAC1P; VDAC3; LDHB; LDHA; IDH3B; EDH3A; HMGCR; GLRX2. 

The subject is diagnosed as either having schizophrenia, or being at risk of 
developing schizophrenia, if the level of any of the following proteins, or the expression level 
of a gene encoding any of the following proteins is increased compared to a normal subject: 
FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; 
TXNL2; SOD3; BCAT2; ALDH4A1; PYCR1; MT1X; MT1L; MT1G; MT1H; MT2A; 
MT1E; MT1F; DDAH2; AMT; HMGCL; EPHX1. 

There is further provided according to the invention a method of prevention, 
treatment, or amelioration of schizophrenia which comprises increasing the level or 
activity of any of the following proteins in the brain (in particular the prefrontal 
cortex) of a subject in need of such prevention, treatment, or amelioration: PAJR.G; 
OLR1; ARPC3; DNCLI1; PPM1A; ATPIF1; TIMM17A; DNAJA1; SST; 
NEUROD6; ICAP-1A; FLJ23251; KCNK1; FLJ13611; HIRIP5; TAC1; MAGEH1; 
C13orfl2; EBNA1BP2; DIRAS2; MPPE1; OAT; OAZIN; OAZ2; ARG2; 
ATP6V1B2; ATP6IP2; ATP6V1C1; ATP5J; ATP5G3; ATP5L; ATP5C1; ATP5F1; 
ATP5A1; NDUFA5; NDUFA6; NDUFAB1; NDUFB3; NDUFB6; NDUFB5; 
NDUFB1; NDUFS4; NDUFA4; NDUFC2; NDUFB4; UQCRH; UQCRFS1; 
UQCRC2; UQCRB; UQCRC2; COX7A2; COX7B; COX5A; COX17; COX11; 
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COX7CP1; COX7BP1; HCCS; SLC25A4; VDAC2; VDAC1P; VDAC3; LDHB; 
LDHA; IDH3B; IDH3A; HMGCR; GLRX2. 

There is also provided according to the invention a method of prevention, treatment, 
or amelioration of schizophrenia which comprises reducing the level or activity of any of the 
following proteins in the brain (in particular the prefrontal cortex) of a subject in need of such 
prevention, treatment, or amelioration: FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; 
G6PD; GCDH; COL5A1; NY-REN-24; TXNL2; SOD3; BCAT2; ALDH4A1; PYCR1; 
MT1X; MT1L; MT1G; MT1H; MT2A; MT1E; MT1F; DDAH2; AMT; HMGCL; EPHX1. 

There is further provided according to the invention a method of prevention, 
treatment, or amelioration of schizophrenia which comprises increasing the level or activity of 
the majority (preferably all) of the following proteins in the brain (in particular the prefrontal 
cortex) of a subject in need of such prevention, treatment, or amelioration: PARG; VDAC2; 
OLR1; ARPC3; UQCRFS1; DNCLI1; PPM1A; ATPIF1; GLRX2; TIMM17A; IDH3B; 
ARG2; DNAJA1; SST; NEUROD6; ICAP-1A; FLJ23251; KCNK1; SLC25A4; FLJ13611; 
HIRIP5; COX7A2; COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; 
MPPE1; and reducing the level or activity of the majority (preferably all) of the following 
proteins in the brain (in particular the prefrontal cortex) of the subject: FBS1; WFS1; 
PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; HMGCL; TXNL2; 
SOD3; BCAT2; MT1X. 

The level of a protein may be altered by gene therapy. Use of gene therapy in relation 
to the treatment of schizophrenia is described in detail in WO 01/63293 at Section 5.14.2, 
pages 108-1 12. The content of this section is incorporated herein by reference in its entirety. 

The level of a protein may be altered by use of a regulator of expression of a gene 
coding for the protein. The level or activity of a protein may be increased by administering 
the protein, or a fragment thereof, or nucleic acid encoding the protein or fragment to the 
subject. The activity of a protein may be regulated by administering an agent known to 
regulate activity of the protein. The level or activity of a protein may be decreased by 
administering an antisense olignoucleotide (use of antisense nucleic acids in relation to the 
treatment of schizophrenia is discussed in detail in WO 01/63293, Section 5.14.4-6, pages 
113-116), a ribozyme (use of ribozymes in relation to the treatment of shcizophrenia is 
discussed in detail in WO 01/63293, Section 5.14.7, pages 116-119), a short interfering (si) 
RNA (siRNAs are reviewed in Dykxhoorn et al, 2003, Nature Reviews, Molecular Cell 
Biology, Vol. 4, 457), an antibody directed against the protein, or a compound that inhibits the 
activity of the protein. 

In preferred embodiments, therapy or prophylaxis is tailored to the needs of an 
individual patient known to have, or suspected of having schizophrenia. According to such 
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embodiments, it is determined which of the proteins of (i) above are present in abnormal 
levels (i.e. more or less than normal subjects), or which of the genes encoding the proteins are 
expressed at abnormal levels, and the patient is administered with compounds that promote or 
reduce the level or activity of the proteins or the level of expression of the genes as 
appropriate. 

Thus, according to a further aspect of the invention there is provided a method for 
identifying a schizophrenia patient, or a patient suspected of having schizophrenia, who is 
likely to respond to a therapeutic treatment that alters the level or activity of any of the 
proteins of (i) above, which comprises: determining the level of expression of any of the 
genes encoding the proteins of (i) above in a patient, or in a biological sample obtained from 
the patient; and identifying the patient as being likely to respond to the therapeutic treatment 
if the level of expression of the gene or genes is altered compared to a normal subject. 

In particular, the level of expression of any of the genes encoding the following 
proteins in the patient should be decreased, and the therapeutic treatment should be one that 
increases the level or activity of any of the following proteins: PARG; OLR1; ARPC3; 
DNCLI1; PPM1A; ATHF1; TTMM17A; DNAJA1; SST; NEUROD6; ICAP-1A; FU23251; 
KCNK1; FLJ13611; HIRIP5; TAC1; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1; 
OAT; OAZIN; OAZ2; ARG2; ATP6V1B2; ATP6IP2; ATP6V1C1; ATP5J; ATP5G3; 
ATP5L; ATP5C1; ATP5F1; ATP5A1; NDUFA5; NDUFA6; NDUFAB1; NDUFB3; 
NDUFB6; NDUFB5; NDUFB1; NDUFS4; NDUFA4; NDUFC2; NDUFB4; UQCRH; 
UQCRFS1; UQCRC2; UQCRB; UQCRC2; COX7A2; COX7B; COX5A; COX17; COX11; 
COX7CP1; COX7BP1; HCCS; SLC25A4; VDAC2; VDAC1P; VDAC3; LDHB; LDHA; 
IDH3B; IDH3A; HMGCR; GLRX2. Alternatively, or additionally, the level of expression of 
any of the genes encoding the following proteins in the patient should be increased, and the 
therapeutic treatment should be one that decreases the level or activity of any of the following 
proteins: FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY- 
REN-24; TXNL2; SOD3; BCAT2; ALDH4A1; PYCR1; MT1X; MT1L; MT1G; MT1H; 
MT2A; MT1E; MT1F; DDAH2; AMT; HMGCL; EPHX1. 

Preferably the level of expression of the majority (preferably all) of the genes 
enco din g the following proteins in the patient should be decreased, and the therapeutic 
treatment should be one that increases the level or activity of the majority (preferably all) of 
the following proteins: PARG; VDAC2; OLR1; ARPC3; UQCRFS1; DNCLI1; PPM1A; 
ATPIF1; GLRX2; TIMM17A; EDH3B; ARG2; DNAJA1; SST; NEUROD6; ICAP-1A; 
FU23251; KCNK1; SLC25A4; FLJ13611; HIRIP5; COX7A2; COX5A; TAC1; UQCRH; 
MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1. Alternatively or additionally the level 
of expression of the majority (preferably all) of the genes encoding the following proteins in 
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the patient should be increased, and the therapeutic treatment should be one that decreases the 
level or activity of the majority (preferably all) of the following proteins: FBS1; WFS1; 
PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY-REN-24; HMGCL; TXNL2; 
SOD3; BCAT2; MT1X. 

According to a further aspect of the invention, there is provided a method for 
selecting a participant in a clinical trial to determine the effectiveness of a potential 
therapeutic agent for the prevention, treatment, or amelioration of schizophrenia, which 
comprises: determining the level of expression of any of the genes encoding the proteins of (i) 
above in a candidate participant, or in a biological sample obtained from the candidate 
participant; and selecting the candidate for the clinical trial if the level of expression of the 
gene or genes is altered compared to a normal subject. 

In particular, the candidate is selected for the clinical trial if the level of expression of 

any of the genes encoding the following proteins is decreased: PARG; OLR1; ARPC3; 

DNCLI1; PPM1A; ATPEF1; TEMM17A; DNAJA1; SST; NEUROD6; ICAP-1A; FLJ23251; 

KCNK1; FLJ13611; HERIP5; TAC1; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; MPPE1; 

OAT; OAZIN; OAZ2; ARG2; ATP6V1B2; ATP6IP2; ATP6V1C1; ATP5J; ATP5G3; 

A1P5L; ATP5C1; ATP5F1; ATP5A1; NDUFA5; NDUFA6; NDUFAB1; NDUFB3; 

NDUFB6; NDUFB5; NDUFB1; NDUFS4; NDUFA4; NDUFC2; NDUFB4; UQCRH; 

UQCRFS1; UQCRC2; UQCRB; UQCRC2; COX7A2; COX7B; COX5A; COX17; COX11; 

COX7CP1; COX7BP1; HCCS; SLC25A4; VDAC2; VDAC1P; VDAC3; LDHB; LDHA; 

DDH3B; IDH3A; HMGCR; GLRX2. Alternatively, or additionally, the candidate is selected 

for the clinical trial if the level of expression of any of the genes encoding the following 

proteins is increased: FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; 

COL5A1; NY-REN-24; TXNL2; SOD3; BCAT2; ALDH4A1; PYCR1; MT1X; MT1L; 

MT1G; MT1H; MT2A; MT1E; MT1F; DDAH2; AMT; HMGCL; EPHX1 . 

Preferably the candidate is selected for the clinical trial if the level of expression of 

the majority (preferably all) of the genes encoding the following proteins is decreased: 

PARG; VDAC2; OLR1; ARPC3; UQCRFS1; DNCLI1; PPM1A; ATPIF1; GLRX2; 

TIMM17A; IDH3B; ARG2; DNAJA1; SST; NEUROD6; ICAP-1A; FLJ23251; KCNK1; 

SLC25A4; FLJ13611; HIRIP5; COX7A2; COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; 

EBNA1BP2; DERAS2; MPPE1. Alternatively, or additionally, the candidate is selected for 

the clinical trial if the level of expression of the majority (preferably all) of the genes 

encoding the following proteins is increased: FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; 

G6PD; GCDH; COL5A1; NY-REN-24; HMGCL; TXNL2; SOD3; BCAT2; MT1X. 
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Microarrays 

The term "microarray" is used herein to refer to any ordered arrangement (e.g., on a 
surface or substrate) of different molecules, referred to herein as "probes". Each different 
probe of a microarray specifically recognizes and/or binds to a particular molecule, which is 
referred to herein as its "target". Microarrays are therefore useful for simultaneously detecting 
the presence or absence of a plurality of different target molecules, e.g., in a sample. In 
preferred embodiments, microarrays used in the present invention are "addressable 
microarrays" where each different probe is associated with a particular "address". For 
example, in preferred embodiments where the probes are immobilized on a surface or a 
substrate, each different probe of the addressable microarray may be immobilized at a 
particular, known location on the surface or substrate. The presence or absence of that probe's 
target molecule in a sample may therefore be readily determined by simply deter m i n i n g 
whether a target has bound to that particular location on the surface or substrate. 

In some embodiments of the invention, a microarray may comprise a plurality of 
different antibodies that each bind to a particular target protein or antigen. More preferably, 
however, the methods of the invention are practiced using nucleic acid microarrays that 
comprise a plurality of nucleic acid probes immobilized on a surface or substrate. The 
different nucleic acid probes are complementary to, and therefore hybridize, to different target 
nucleic acid molecules, e.g., in a sample. Thus such probes may be used to simultaneously 
detect the presence and/or abundance of a plurality of different nucleic acid molecules in a 
sample, including the expression of a plurality of different genes; e.g., the presence and/or 
abundance of different mRNA molecules, or of nucleic acid molecules derived therefrom (for 
example, cDNA or cRNA). 

Preferably, nucleic acid molecules in the present invention are detected by 
hybridization to probes of a microarray. Hybridization and wash conditions are therefore 
preferably chosen so that the probe "specifically binds" or "specifically hybridizes" to a 
specific target nucleic acid. In other words, the nucleic acid probe preferably hybridizes, 
duplexes or binds to a target nucleic acid molecule having a complementary nucleotide 
sequence, but does not hybridize to a nucleic acid molecule having a non-complementary 
sequence. As used herein, one nucleotide sequence is considered complementary to another 
when, if the shorter of the polynucleotides is less than or equal to about 25 bases, there are no 
mismatches using standard base-pairing rules. If the shorter of the two nucleotides is longer 
than about 25 bases, there is preferably no more than a 5% mismatch. Preferably, the two 
nucleotides are perfectly complementary (i.e., no mismatches). In can be easily demonstrated 
that particular hybridization conditions are suitable for specific hybridization by carrying out 
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the assay using negative controls. See, for example, Shalon et al, Genome Research 1996, 
639-645; andChee etal, Science 1996, 274:610-614. 

Optimal hybridization conditions for use with microarrays will depend on the length 
(e.g., oligonucleotide versus ploynucleotide greater than about 200 bases) and type (e.g., 
KNA, DNA, PNA, etc.) of probe and target nucleic acid. General parameters for specific (i.e., 
stringent) hybridization conditions are as follows: low stringency hybridization conditions - 
5x SSC, 0. 1 % SDS, and no formamide; or 30 % formamide, 5x SSC, 0. 5 % SDS; moderate 
stringency hybridization conditions - 40% formamide, with 5x or 6x SCC; high stringency 
hybridization conditions - 50% formamide, 5x or 6x SCC. SCC is a buffer solution commonly 
used for nucleic acid hybridizations and comprises 0.15 M NaCl, 0.015 M Na-citrate. 

Hybridization requires that the two nucleic acids contain complementary sequences, 
although depending on the stringency of the hybridization, mismatches between bases are 
possible. The appropriate stringency for hybridizing nucleic acids depends on the length of 
the nucleic acids and the degree of complementation, variables well known in the art. The 
greater the degree of similarity or homology between two nucleotide sequences, the greater 
the value of Tm for hybrids of nucleic acids having those sequences. The relative stability 
(corresponding to higher Tm) of nucleic acid hybridizations decreases in the following order: 
RNA.RNA, DNAiRNA, DNA:DNA. 

For hybrids of greater than 100 nucleotides in length, equations for calculating Tm 
have been derived (see Sambrook et al, Molecular Cloning-- A Laboratory Manual (2nd Ed.), 
Vol. 1-3, Cold Spring Harbor Laboratory, Cold Spring Harbor, N.Y., 1989). For hybridization 
with shorter nucleic acids, i.e., oligonucleotides, the position of mismatches becomes more 
important, and the length of the oligonucleotide determines its specificity (see Sambrook et 
al., supra). A minimum length for a hybridizable nucleic acid is at least about 10 nucleotides; 
preferably at least about 15 nucleotides; and more preferably the length is at least about 20 
nucleotides. 

Suitable hybridization conditions for oligonucleotides (e.g., for oligonucleotide 
probes or primers) are typically somewhat different than for full-length nucleic acids (e.g., 
full-length cDNA), because of the oligonucleotides' lower melting temperature. 

Because the melting temperature of oligonucleotides will depend on the length of the 
oligonucleotide sequences involved, suitable hybridization temperatures will vary depending 
upon the oligonucleotide molecules used. Exemplary temperatures may be 37°C (for 14-base 
oligonucleotides), 48°C (for 17-base oligonucleotides), 55°C (for 20-base oligonucleotides) 
and 60°C (for 23-base oligonucleotides). Exemplary suitable hybridization conditions for 
oligonucleotides include washing in 6x SSC/0.05 % sodium pyrophosphate, or other 
conditions that afford equivalent levels of hybridization. 
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For cDNA microarrays, such as those described by Schena et al. (Proc. Nad. Acad, 
Sci. USA 1996, 93:10614), typical hybridization conditions comprise hybridizing in 5x SSC 
and 0.2% SDS at 65°C for about four hours, followed by washes at 25°C in a low stringency 
wash buffer (for example, lx SSC and 0.2% SDS), and about 10 minutes washing at 25°C in a 
high stringency wash buffer (for example, 0. lx SSC and 0.2% SDS). Useful hybridization 
conditions are also provided, e.g., in Tijessen, Hybridization with Nucleic Acid Probes, 
Elsevier Sciences Publishers (1996), and Kricka, Nonisotopic DNA Probe Techniques, 
Academic Press, San Diego CA (1992). 

In preferred embodiments of the invention, transcript microarrays are used to 
compare the steady state level ofmRNAs between two cells, such as a first cell that has been 
exposed to a candidate therapeutic agent and a second cell that has not. In one embodiment, 
transcript microarrays are produced by hybridizing detectably labeled polynucleotides 
representing the mRNA transcripts present in a cell (e.g., fluorescently labeled cDNA 
synthesized from total cell mRNA) to a microarray. 

Microarrays share certain characteristics. The arrays are preferably reproducible, 
allowing multiple copies of a given array to be produced and easily compared with each other. 
Preferably the microarrays are small, usually smaller than 5 cm 2 , and they are made from 
materials that are stable under binding (e.g., nucleic acid hybridization) conditions. A given 
binding site or unique set of binding sites in the microarray will specifically bind the product 
of a single gene in the cell. Although there may be more than one physical binding site 
(hereinafter "site") per specific mRNA, for the sake of clarity the discussion below will 
assume that there is a single site. It will be appreciated that when cDNA complementary to 
the RNA of a cell is made and hybridized to a microarray under suitable hybridization 
conditions, the level of hybridization to the site in the array corresponding to any particular 
gene will reflect the prevalence in the cell of mRNA transcribed from that gene. For example, 
when detectably labeled (e.g., with a fluorophore) cDNA complementary to the total cellular 
mRNA is hybridized to a microarray, the site on the array corresponding to a gene (i.e., 
capable of specifically binding a nucleic acid product of the gene) that is not transcribed in the 
cell will have little or no signal, and a gene for which the encoded mRNA is prevalent will 
have a relatively strong signal. 

In preferred embodiments, cDNAs from two different cells, e.g., a cell exposed to a 
test compound and a cell of the same type not exposed to the compound, are hybridized to the 
binding sites of the microarray. The cDNA derived from each of the two cell types are 
differently labeled so that they can be distinguished. In one embodiment, for example, cDNA 
from a cell treated with a drug is synthesized using a fluorescein-labeled dNTP, and cDNA 
from a second cell, not drug-exposed, is synthesized using a rhodamine-labeled dNTP. When 
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the two cDNAs are mixed and hybridized to the microaiTay, the relative intensity of signal 
from each cDNA set is determined for each site on the array, and any relative difference in 
abundance of a particular mRNA detected. 

In the example described above, the cDNA from the treated cell will fluoresce green 
when the fluorophore is stimulated and the cDNA from the untreated cell will fluoresce red. 
As a result, when the compound has no effect, either directly or indirectly, on the relative 
abundance of a particular mRNA in a cell, the mRNA will be equally prevalent in both cells 
and, upon reverse transcription, red-labeled and green-labeled cDNA will be equally 
prevalent. When hybridized to the microarray, the binding site(s) for that species of RNA will 
emit wavelengths characteristic of both fluorophores. In contrast, when the cell is exposed to 
a compound that, directly or indirectly, increases the prevalence of the mRNA in the cell, the 
ratio of green to red fluorescence will increase. When the drug decreases the mRNA 
prevalence, the ratio will decrease. 

The use of a two-colour fluorescence labeling and detection scheme to define 
alterations in gene expression has been described, e.g., in Shena et a/., Science 1995, 
270:467-470. An advantage of using cDNA labeled with two different fluorophores is that a 
direct and internally controlled comparison of the mRNA levels corresponding to each 
arrayed gene in two cell states can be made, and variations due to minor differences in 
experimental conditions (e.g., hybridization conditions) will not affect subsequent analyses. 
However, it will be recognized that it is also possible to use cDNA from a single cell, and 
compare, for example, the absolute amount of a particular mRNA in, e.g., a treated and 
untreated cell. 

Nucleic acid microarrays are known in the art and preferably comprise a surface to 
which probes that correspond in sequence to gene products (e.g., cDNAs, mRNAs, cRNAs, 
polypeptides, and fragments thereof), can be specifically hybridized or bound at a known 
position In one embodiment, the microarray is an array in which each position represents a 
discrete binding site for a product encoded by a gene (e.g., a protein or RNA), and in which 
binding sites are present for products of most or almost all of the genes in the organism's 
genome. In a preferred embodiment, the "binding site" (hereinafter, "site") is a nucleic acid or 
nucleic acid analogue to which a particular cognate cDNA or cRNA can specifically 
hybridize. The nucleic acid or analogue of the binding site can be, e.g., a synthetic oligomer, a 
full-length cDNA, a less-than full-length cDNA, or a gene fragment. 

Preferably, the microarray has binding sites for mRNA, or for nucleic acid derived 
from mRNA, expressed from the following genes: PARG; OLR1; ARPC3; DNCLI1; 
PPM1A; ATPIF1; TTMM17A; DNAJA1; SST; NEUROD6; ICAP-1A; FU23251; KCNK1; 
FLJ13611; HIRIP5; TAC1; MAGEH1; C13orfl2; EBNA1BP2; DERAS2; MPPE1; OAT; 
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OAZIN; OAZ2; ARG2; ATP6V1B2; ATP6IP2; ATP6V1C1; ATP5J; ATP5G3; ATP5L; 

ATP5C1; ATP5F1; ATP5A1; NDUFA5; NDUFA6; NDUFAB1; NDUFB3; NDUFB6; 

NDUFB5; NDUFB1; NDUFS4; NDUFA4; NDUFC2; NDUFB4; UQCRH; UQCRFS1; 

UQCRC2; UQCRB; UQCRC2; COX7A2; COX7B; COX5A; COX17; COXU; COX7CP1; 

COX7BP1; HCCS; SLC25A4; VDAC2; VDAC1P; VDAC3; LDHB; LDHA; IDH3B; 

IDH3A HMGCR; GLRX2; FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; 

COL5A1; NY-REN-24; TXNL2; SOD3; BCAT2; ALDH4A1; PYCR1; MT1X; MT1L; 

MT1G; MT1H; MT2A MT1E; MT1F; DDAH2; AMT; HMGCL; EPHX1. 

More preferably the binding sites are for mKNA, or for nucleic acid derived from 

mRNA expressed from the majority, preferably all, of the following genes: PARG; VDAC2; 

OLR1; ARPC3; UQCRFS1; DNCLI1; PPM1A; ATPIF1; GLRX2; TIMM17A IDH3B; 
ARG2; DNAJA1; SST; NEUROD6; ICAP-1A FLJ23251; KCNK1; SLC25A4; FLJ13611; 
HIRIP5; COX7A2; COX5A; TAC1; UQCRH; MAGEH1; C13orfl2; EBNA1BP2; DIRAS2; 
MPPE1: FBS1; WFS1; PRODH; AMT; CLN3; ACOX1; G6PD; GCDH; COL5A1; NY- 
REN-24; HMGCL; TXNL2; SOD3; BCAT2; MT1X. 

Preparing Nucleic Acids for Microanavs. As noted above, the "binding site" to which 
a particular cognate cDNA specifically hybridizes is usually a nucleic acid or nucleic acid 
analogue attached at that binding site. In one embodiment, the binding sites of the microarray 
are DNA polynucleotides corresponding to at least a portion of each gene in an organism's 
genome. These DNAs can be obtained by, e.g., polymerase chain reaction (PCR) 
amplification of gene segments from genomic DNA cDNA (e.g., by RT-PCR), or cloned 
sequences. PCR primers are chosen, based on the known sequence of the genes or cDNA that 
result in amplification of unique fragments (i.e. fragments that do not share more than 10 
bases of contiguous identical sequence with any other fragment on the microarray). Computer 
programs are useful in the design of primers with the required specificity and optimal 
amplification properties. See, e.g., Oligo version 5.0 (National Biosciences). In the case of 
binding sites corresponding to very long genes, it will sometimes be desirable to amplify 
segments near the 3' end of the gene so that when oligo-dT primed cDNA probes are 
hybridized to the microarray, less-than-full length probes will bind efficiently. Typically each 
gene fragment on the microarray will be between about 50 bp and about 2000 bp, more 
typically between about 100 bp and about 1000 bp, and usually between about 300 bp and 
about 800 bp in length. PCR methods are well known and are described, for example, in Innis 
et ai, eds., 1990, PCR Protocols: A Guide to Methods and Applications, Academic Press Inc. 
San Diego, CA. 

An alternative means for generating the nucleic acid for the microarray is by 
synthesis of synthetic polynucleotides or oligonucleotides, e.g., using N-phosphonate or 
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phosphoramidite chemistries (Froehler et aL, Nucleic Acid Res. 1986, 14:5399-5407; McBride 
et aL, Tetrahedron Lett. 1983, 24:245-248). Synthetic sequences are between about 15 and 
about 500 bases in length, more typically between about 20 and about 50 bases. In some 
embodiments, synthetic nucleic acids include non-natural bases, e.g., inosine. As noted above, 
nucleic acid analogues may be used as binding sites for hybridization. An example of a 
suitable nucleic acid analogue is peptide nucleic acid (see, for example, Egholm. et aL, 
Nature 1993, 365:566-568. See, also, U.S. Patent No. 5,539,083). 

In an alternative embodiment, the binding (hybridization) sites are made from 
plasmid or phage clones of genes, cDNAs (e.g., expressed sequence tags), or inserts therefrom 
(Nguyen et aL, Genomics 1995, 29:207-209). In yet another embodiment, the polynucleotide 
of the binding sites is RNA. 

Attaching Nucleic Acids to the Solid Surface. The nucleic acids or analogues are 
attached to a solid support, which may be made from glass, plastic (e.g., polypropylene, 
nylon), polyacrylamide, nitrocellulose, or other materials. A preferred method for attaching 
the nucleic acids to a surface is by printing on glass plates, as is described generally by 
Schena. et ai, Science 1995, 270:467-470. This method is especially useful for preparing 
microarrays of cDNA. See also DeRisi et aL, Nature Genetics 1996, 14:457-460; Shalon et 
aL, Genome Res. 1996, 6:639-645; and Schena et ai, Proc. Natl. Acad. Sci. USA 1995, 
93:10539-11286. 

A second preferred method for making microarrays is by making high-density 
oligonucleotide arrays. Techniques are known for producing arrays containing thousands of 
oligonucleotides complementary to defined sequences, at defined locations on a surface using 
photolithographic techniques for synthesis in situ (see, Fodor et aL, Science 1991, 251:767- 
773; Pease et aL, Proc. Natl. Acad. Sci. USA 1994, 91:5022-5026; Lockhart et aL, Nature 
Biotech. 1996, 14:1675. See, also, U.S. Patent Nos. 5,578,832; 5,556,752; and 5,510,270) or 
other methods for rapid synthesis and deposition of defined oligonucleotides (Blanchard et 
aL, Biosensors & Bioelectronics 1996, 11:687-90). When these methods are used, 
oligonucleotides (e.g., 20-mers) of known sequence are synthesized directly on a surface such 
as a derivatized glass slide. Usually, the array produced is redundant, with several 
oligonucleotide molecules per RNA. Oligonucleotide probes can be chosen to detect 
alternatively spliced mRNAs. 

Other methods for making microarrays, e.g., by masking (Maskos and Southern, Nuc. 
Acids Res. 1992, 20:1679-1684), may also be used. In principal, any type of array, for 
example, dot blots on a nylon hybridization membrane (see, Sambrook et aL, Molecular 
Cloning-A Laboratory Manual (2nd Ed.), Vol. 1-3, Cold Spring Haibor Laboratory, Cold 
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Spring Harbor, N.Y., 1989), could be used, although, as will be recognized by those of skill in 
the art, very small arrays will be preferred because hybridization volumes will be smaller. 

Generating Labeled Probes. Methods for preparing total and poly(A)+ RNA are well 
known and are described generally in Sambrook et a/., supra. In one embodiment, RNA is 
extracted from cells of the various types of interest in this invention using guanidinium. 
thiocyanate lysis followed by CsCl centrifugation (Chirgwin et al. y Biochemistry 1979, 
18:5294-5299). Poly(A)+ RNA is selected by selection with oligo-dT cellulose (see 
Sambrook et a/., supra). Cells of interest may include, but are not limited to, wild-type cells, 
drug-exposed wild-type cells, modified cells, and drug-exposed modified cells. 

Labeled cDNA is prepared from mRNA by oligo dT-primed or random-primed 
reverse transcription, both of which are well known in the art (see, for example, Klug & 
Berger, Methods Enzymol 1987, 152:316-325). Reverse transcription may be carried out in 
the presence of a dNTP conjugated to a detectable label, most preferably a fluorescently 
labeled dNTP. Alternatively, isolated mRNA can be converted to labeled antisense RNA 
synthesized by in vitro transcription of double-stranded cDNA in the presence of labeled 
NTPs (Lockhart et al. y Nature Biotech. 1996, 14:1675). In alternative embodiments, the 
cDNA or RNA probe can be synthesized in the absence of detectable label and may be 
labeled subsequently, e.g., by incorporating biotinylated dNTPs or NTP, or some similar 
means (e.g., photo-cross-linking a psoralen derivative of biotin to RNAs), followed by 
addition of labeled streptavidin (e.g., phycoerythrinconjugated streptavidin) or the equivalent. 

When fluorescently-labeled probes are used, many suitable fluorophores are known, 
including fluorescein, lissamine, phycoerythrin, rhort amine (Perkin Elmer Cetus), Cy2, Cy3, 
Cy3.5, Cy5, Cy5.5, Cy7, FluorX (Amersham) and others (see, e.g., Kricka, 1992, Nonisotopic 
DNA Probe Techniques, Academic Press San Diego, CA). It will be appreciated that pairs of 
fluorophores are chosen that have distinct emission spectra so that they can be easily 
distinguished. 

In another embodiment, a label other than a fluorescent label is used. For example, a 
radioactive label, or a pair of radioactive labels with distinct emission spectra, can be used 
(see Zhao et al y Gene 1995, 156:207; Pietu et a/., Genome Res. 1996, 6:492). However, 
because of scattering of radioactive particles, and the consequent requirement for widely 
spaced binding sites, use of radioisotopes is a less-preferred embodiment. 

In one embodiment, labeled cDNA is synthesized by incubating a mixture containing 
0.5 mM dGTP, dATP and dCTP plus 0.1 mM dTTP plus fluorescent deoxyribonucleotides 
(e.g., 0.1 mM Rhodamine 110 UTP (Perken Elmo- Cetus) or 0.1 mM Cy3 dUTP 
(Amersham)) with reverse transcriptase (e.g., SuperScript.TM. EI, LTT Inc.) at 42°C for 60 
min. 
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TTyHrirtirfl tiop to Microarravs. Nucleic acid hybridization and wash conditions are 
chosen so that the probe "specifically binds" or "specifically hybridizes" to a specific array 
site, i.e., the probe hybridizes, duplexes or binds to a sequence array site with a 
complementary nucleic acid sequence but does not hybridize to a site with a 
noncomplementary nucleic acid sequence. As used herein, one polynucleotide sequence is 
considered complementary to another when, if the shorter of the polynucleotides is less than 
or equal to 25 bases, there are no mismatches using standard base-pairing rules or, if the 
shorter of the polynucleotides is longer than 25 bases, there is no more than a 5 % mismatch. 
Preferably, the polynucleotides are perfectly complementary (no mismatches). It can easily be 
demonstrated that specific hybridization conditions result in specific hybridization by carrying 
out a hybridization assay including negative controls (see, e.g., Shalon et a/., supra; and Chee 
et al y supra). 

Optimal hybridization conditions will depend on the length (e.g., oligomer versus 
polynucleotide greater than 200 bases) and type (e.g., RNA, DNA, PNA) of labeled probe and 
immobilized polynucleotide or oligonucleotide. When cDNA microarrays, such as those 
described by Schena et al are used, typical hybridization conditions are hybridization in 5x 
SSC plus 0.2% SDS at 65°C for 4 hours, followed by washes at 25°C in low stringency wash 
buffer (e.g., be SSC plus 0.2% SDS) followed by 10 minutes at 25°C in high stringency wash 
buffer (O.lx SSC plus 0.2% SDS). See, Shena et al, Proc. Natl Acad. ScL USA 1996, 
93:10614). Useful hybridization conditions are also provided in, e.g., Tijessen, 1993, 
Hybridization With Nucleic Acid Probes, Elsevier Science Publishers B.V. See, also, Rricka, 
1992, Nonisotopic DNA Probe Techniques , Academic Press, San Diego, CA. 

Signal Detection an d Analysis When fluorescently labeled probes are used, the 
fluorescence emissions at each site of a transcript microarray can be preferably detected by 
scanning confocal laser microscopy. In one embodiment, a separate scan, using the 
appropriate excitation line, is carried out for each of the two fluorophores used. Alternatively, 
a laser can be used that allows simultaneous specimen illumination at wavelengths specific to 
the two fluorophores and emissions from the two fluorophores can be analyzed 
simultaneously (see, Shalon et al, Genome Research 1996, 6:639-645). In a preferred 
embodiment, the arrays are scanned with a laser fluorescent scanner with a computer 
controlled X-Y stage and a microscope objective. Sequential excitation of the two 
fluorophores is achieved with a multi-line, mixed gas laser and the emitted light is split by 
wavelength and detected with two photomultiplier tubes. 

Fluorescence laser scanning devices are described in Schena et al, Genome Res. 
1996, 6:639-645 and in other references cited herein. Alternatively, the fiber-optic bundle 
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described by Ferguson et at., Nature Biotech, 1996, 14:1681-1684, may be used to monitor 
mRNA abundance levels at a large number of sites simultaneously. 

Signals are recorded and, in a preferred embodiment, analyzed by computer, e.g., 
using a 12 bit analog to digital board. In one embodiment the scanned image is despeckled 
using a graphics program (e.g., Hijaak Graphics Suite) and then analyzed using an image 
gridding program that creates a spreadsheet of the average hybridization at each wavelength 
at each site. If necessary, an experimentally determined correction for "cross talk" (or overlap) 
between the channels for the two fluors may be made. For any particular hybridization site on 
the transcript array, a ratio of the emission of the two fluorophores can be calculated. The 
ratio is independent of the absolute expression level of the cognate gene, but is useful for 
genes whose expression is significantly modulated. 

In one preferred embodiment of the invention, the relative abundance of an mRNA in 
two cells or cell lines tested (e.g., in a treated verses untreated cell) may be scored as 
perturbed (i.e., where the abundance is different in the two sources of mRNA tested) or as not 
perturbed (i.e., where the relative abundance in the two sources is the same or is unchanged). 
Preferably, the difference is scored as perturbed if the difference between the two sources of 
RNA of at least a factor of about 25 % (i.e., RNA from one sources is about 25 % more 
abundant than in the other source), more preferably about 50%. Still more preferably, the 
RNA may be scored as perturbed when the difference between the two sources of RNA is at 
least about a factor of two. Indeed, the difference in abundance between the two sources may 
be by a factor of three, of five, or more. 

In other embodiments, it may be advantageous also to determine the magnitude of the 
perturbation. This may be done, as noted above, by calculating the ratio of the emission of the 
two fluorophores used for differential labeling, or by analogous methods that will be readily 
apparent to those of skill in the art. 

Experiments which are the basis of the invention are described in the following 
example, with reference to the accompanying drawings in which: 
Figure 1 shows mitochondrial changes associated with schizophrenia; 
Figure 2 shows sample quality control steps; 
Figure 3 shows data quality control steps; 

Figures 4 and 5 show clustering analysis between control (C) and schizophrenia (S) samples; 
and 

Figure 6 shows oxidative buffering. 
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Example 

Integrating Transcriptomics, Proteomics, and Classical Genetics: 
Fishing in modem neuropsychiatry research 

Afi^metrix^ GeneChip® Post-Mortem 
Brain Studies 



HG-U133 set includes: 

— 39,000 probes 

— 33,000 annotated 

— 2 chips: A and B 

Each w/ -23,000 genes on 1.28 
cm 



Sample QC Steps (see Figure 2): 



Our Studies: 

— 150 PM human brain samples from 
SMRI 

— Completed on HG-U1 3 3 A chips and 
continuing on B 

— Extensive Quality Control (QC) 
steps 

— Cluster analysis 



Total RNA is screened for degraded samples 

cRNA is generated and screened for poor modal length 

— Poor samples are run on Test3 GeneChips® 

— Prisitine samples are run on Ul 33 
GeneChips® 

Microarrays are put through our in-house Data QC 
screen and only "clean" data sets are retained, poor set 
samples are rerun or rejected 



Data QC Steps (see Figure 3): 

6 data filters 

— RNA digestion plots 

— Box plots 

— 2 D-chip screens 

— In-house parameter 
script 

— In-house heuristic 
meta-analysis script 



34 



i 

I 



WO 2004/111270 



PCT/GB2004/002503 



Data Mining 

- Flag Filtering 

- Fold Difference and Significance Filtering 

- Subset Significant Gene Overlapping 

- Pathway Specific Filtering 

Cluster Analysis (see Fijgures 4 and 5) 
Initial Clustering (17,886 genes) 
Patients begin to separate . . . 

Until the trees begin to separate large groups of patients on a large gene scale (392 
genes) 

Filtering on oxidative stress and mitochondrial genes (35 genes) 

- 82% separation for C in S 

— 90% separation for S in C 

Mitochondrial Involvement: Evidence for ROS stress (see Figure 6) 

Oxidative Stress: 

Evidence for Stress Response 

Up-regulations in MT transcripts 

Changes in specific ROS stress systems including: 



SOD's 



HIF's 



MSR 



Fe containing molecules 



GLRX 



— PDCD's 



Specific RAS pathways 



Changes in DNA repair mechanisms 
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- Continue data mining of Affymetrix® results 

- Validate gene hits via Q-PCR and poly-"omics" 

- Genotyping and SNP analysis of genes that separate patient groups 

- GeneChip analysis of peripheral tissues including liver, spleen, blood and duramata 
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Description 


Homo sapiens poly (ADP- 
ribose) glycohydrolase (PARG), 
mRNA. 


[Homo sapiens voltage- 
dependent anion channel 2 
(VDAC2). mRNA. 


synonyms: LOX1, LOX-1, 
SCARE1; scavenger receptor 
class E, member 1; Homo 
sapiens oxidised low density 
lipoprotein (lectin-like) receptor 
KOLR1). mRNA. 


synonyms: ARC21, p21~Arc; 
ARP2/3 protein complex subunit 
p21; Homo sapiens actin related 
protein 2/3 complex, subunit 3, 
21kDa(ARPC3), mRNA. 


synonym: RIS1; Homo sapiens 
ubiquinol-cytochrome c 
reductase, Rieske iron-sulfur 
polypeptide 1 (UQCRFS1), 
nuclear gene encoding 
mitochondrial orotein. mRNA. 


Homo sapiens dynein, 
cytoplasmic, light intermediate 
polypeptide 1 (DNCLI1), mRNA. 
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